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Synthesis and Characterization of the NIR dye LS601
General Information
Common solvents, ICG (Cardiogreen) and reagents for synthesis were purchased from Sigma Aldrich, Alfa Aesar or TCI America and used without further purification. NMR spectra were recorded at room temperature on a Varian 400 or 600 MHz instrument, in DMSO with TMS as an internal standard (unless noted otherwise). UV/Vis spectra of samples were recorded on a Beckman Coulter DU 640 UV-visible spectrophotometer. Steady state fluorescence spectra and measurements were recorded on a Horiba Jobin Yvon Fluorolog-3 spectrofluorometer in DMSO.
Fluorescence quantum yield of LS601 was measured using ICG in DMSO as a standard (=0.12).
1 The compounds were analyzed using LC/MS-ESI analysis in the positive mode conducted on a Shimadzu LCMS 2010 A equipped with a UV/Vis detector at different wavelengths using a reversed-phase C-18 Vydac column (218TP, 4.6X50 mm) at a flow rate of 0.7 mL/min with a gradient 10-95% acetonitrile in water (both solvent contained 0.1 % TFA).
Synthesis and characterization
Scheme S1 Synthesis of LS601 Precipitation from methanol with ether was repeated three times to give the product LS601 as a green powder, yield 98%. 
Determination of Albumin Binding Constant (K)
The binding constant (K) of LS601 and ICG to albumin was determined using our previously published protocol. 
In vivo imaging
Live dissection imaging of each sciatic nerve receiving an injection of dye was carried out on an Olympus MVX10 fluorescent dissecting microscope, using GFP and Cy7 filter sets filter cubes, within 10 min following injection to establish initial dye location. After sacrifice each sciatic nerve was exposed and dissection imaging was repeated to determine movement of the dye. 
